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W HIG Tole. R8P arBhisEg R E4Haegyptin I UE FalALP i3 X 3 T LT SME. Tk 8 HIZEMIE BT HralALP S
aegyptinZJLRT4 (GenBank&3t's HABF18122.1) (HlrJsith . — L& MFFTEIKBE . $2I A LU BRI MRNA, At al ALP [ 5E B 4
Jr3] (GenBank# k5 4AY826121) #il514, RT-PCRY HIHIIILH, WrifERpGEX-6P-1Jiiki, i KA (E. coli) BL21,
25 NHE-B-D-BiACEIURE (IPTG) H Gk, + hibhiimin- 2R BB AL Hivk (SDS-PAGE) FIZE HRENZE (Western blotting) 4
MrEMARE ORI . EdaegyptinfiBlE 1 (GST-alALP) £t AA M H L (Glutathione Sepharose 4B) SERIENTIRAiL G, KR
S BALB/C/MNRL, RIRMIEFRIIR60 pg, FLHIE3R, FRXIEEG2E, Hil#/NRBIGST-alALPILE . 435I LA/ RPTGST-al ALPIILIE Rl [ 8L
T fE /N ER L A —$T, Western blotting 7 HTGST-alALPEE (R M. 455 AEWE RF g R R, alALPSaegyptinff) %5741
HA765.58% [ FUETE, A S EMOUERA - BUE T PR Z k. RT?EPCRE; I Bk, alALPEIKEER Y B %1 762 bp. Ll
Yl PCRAPIFFEE BoR, B P pGEX-6p-1-alALPHI 1. SDS-PAGEfIWestern blotting4i £ iR, ZIPTGH SIAFHN 4 7 &
(Mr) £56 000 m ¥ EARA . Western blotting4i R /R, GST-alALPH [ Aa#k 1% 8 11 G2 1 /0N BRI 1 1 SUTFHIBCIT e F5 (1) /5 B
MiFEWRA. 458 el ialALP Bk S N RS e R IE R A b mdkik, AEAPURYE.

KHIA: ALY aegyptinfiiBlEE T JEERIE PNk

Abstract: Objective To clone and express the aegyptin-like protein (alALP) encoding gene from Aedes albopictus
salivary gland, and analyze its antigenicity. Methods The homology, secondary structure and antigen peptides of alALP
and aegyptin protein (GenBank No. ABF18122.1) was analyzed by bioinformatics software tools. Total RNA was
extracted from Ae. albopictus salivary gland. The coding region of alALP (GenBank No. AY826121) was amplified by
PCR. RT-PCR product was digested with restriction enzyme and ligated into a pGEX-6P-1 vector. The recombinant pGEX-
6P-1-alALP plasmid was transformed into E. coli BL21 and induced by IPTG. The recombinant soluble GST-alALP fusion
protein was purified with Glutathione Sepharose 4B. The expression product was analyzed by SDS-PAGE and Western
blotting. Mice were immunized each with 60 pg purified GST-alALP at every 2 weeks for 3 times, and mouse anti-GST-
alALP serum was prepared. Western blotting assay with mice anti-GST-alALP serum and serum of mice exposed to Ae.
albopictus bites was used to analyze its antigenicity. Results Bioinformatics prediction results showed that alALP and
aegyptin had 65.58% homology with a similar secondary structure, and a conservative polypeptide. The product of RT-
PCR was 762 bp. The recombinant plasmid pGEX-6P-1-alALP was confirmed by double restriction enzyme digestion, PCR
and sequencing. SDS-PAGE and Western blotting analysis showed that the bacteria containing recombinant plasmid
pPGEX-6p-1-alALP expressed a soluble recombinant fusion protein (Mr 56 000) after being induced with IPTG. Western
blotting analysis revealed that GST-alALP protein was recognized by mouse anti-GST-alALP serum and serum of mice
exposed to Ae. albopictus bites. Conclusion Mature peptide gene of alALP can be expressed in prokaryotic expression
system, and the recombinant protein shows antigenicity.
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